Supplementary Figure 2. Generation and characterization of the ClC-2 gain of function mouse model. a To generate the ClC-2 gain-of-function ('open') mouse model (Clcn2 op/op ), a deletion of amino acids YTQELGAF (and an additional change of two amino acids to create an EcoRV restriction site for Southern blot analysis) were introduced in the targeting vector. Additionally, a neomycin resistance cassette (NeoR) for ES cell selection flanked by FRT sites and loxP sites flanking exons 2 and 3 were inserted. The NeoR cassette was removed by FLP-FRT recombination. b Southern blot analysis comparing the first generation of Clcn2 +/op to Clcn2 +/+ mice ascertained the correct insertion of the targeted allele. c PCR genotyping of Clcn2 op mice using primers (P1 and P2) indicated in panel (a). d
. Electrophysiological characterization of human PA-associated Clcn2 gene variants and the op allele in transfected HEK cells. a-f Representative chloride current density traces from amphotericin-perforated patch-clamped transfected HEK cells. (1.5 s 20 mV steps applied from +40 mV to either -120 mV (WT) or -100 mV (mutants), with a final 1 s clamp at +40 mV). g, h Plot of mean current densities measured at the end of the voltage pulse (1.5 s) as function of voltage (g) and individual current densities (h) measured at -80 mV of experiments performed in (a-f). The number of cells measured indicated in parenthesis are from 4-10 transfections. Data are presented as means ± SEM. 
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